BEST AVAILABLE COPY 

1/27 



RANDOM RNA POOL 



IN VITRO 
TRANSCRIBE- 

t 

PCR AMPLIFY 



REVERSE 
TRANSCRIBE 



1 


(10 16 MOLECULES) 


1 J| AFFINITY CAPTURE (eg j 
: "f HYDROPHOBIC PLATES) \ 

jc^-'. i 




WASH 



COLLECT DISCARD 

1 SPECIFICALLY FLOWTHROUGH 

BOUND RNA 



Fig. 1 



2/27 



MONO-REACTIVE OLIGONUCLEOTIDE 

BI-REACTIVE OLIGONUCLEOTIDE 

MONO-ACTIVATED PEG 
BI-ACTIVATED PEG 

STANDARD PEGYLATION 



MULTIPLE PEGYLATION 




DIMERIZATION VIA PEGYLATION 




Fig. 2 




3/27 



C A 

y u 

G A 

A G 
G-C 

A-U 

C-G 

aUA-U 

Uq a-u 

G-C 

G-C 
51 3. 

[PEG] [3 ( -3'dT] 
SEQ ID NO: 151 



Fig. 3A 



10.000000- 



1.000000- 



0.100000- 



0.010000 




^ 1 1 1 1 ] 1 1 J I J 1 1 1 1 J 1 1 1 1 J 

10 20 30 40 50 



TIME (HRS) 

Fig. 3B 



4/27 



Fig. 4A 

PURIFICATION OF INCLUSION 

{ 

SOLUBLIZE IN GnC I 
I 

DIALYSIS AGAINST 5% ACETIC ACID 
I 

DILUTE TO 0.3 mg/ml IN REFOLDING BUFFER 



450 HR REFOLDING FOR 
I 

1:5 
+ 

S75 SIZE 
I 

DIALYSIS TO REMOVE 
I 

BIOACTMTY AND ARC77 BINDING 
ASSAY 



mAU 



240 
220- 
200 - 
180- 
160 - 
140 - 
120 
100- 
80 J 
60- 
40- 
20 - 
0- 
-20 
-40 



Fig. 4B Fig . 4C 

tgf b 012403:l_UVl_280nm 
tgf b wt 012403:l_Fractions 




iiiiiiiiiiiiiiiiiiiiiiiiiiini 
iiiiiiiiiiiiiiiiiiiiiiiniiiii 



iiiiiiiiiiiiiiiiiiiniii 

IIIIMItlllllHIIIIIIIIII 



oooooooooooooo 
csico^riooi^cooo^cMco 

ml 



TGP2 DIMER 



Fig. 4 



5/27 





[COLD COMPETITOR APTAMER] nM 



Fig. 5B 



6/27 




CM 

U_ 

P 



o 

PS 
-z. 
o 
o 

35 




1 I 1 I I I 
1000 2000 3000 4000 5000 6000 

nAA APTAAAER 



Fig. 6B 



Q 

3 
O 

CQ 

LU 

g 

< 

z 
o 

& 



0.5-1 
0.4- 
0.3- 
0.2- 
0.1- 



-oNTK 
O His-TAGGED 




~i 1 ■ 1 1 1 1 1 1 1 1 nrTTTTj j rri 1 r 1 1 1 1 — ttttttt| 

0.1 1 10 100 1000 
(TGFp2] nM 



Fig. 6C 



7/27 



> 

si 

Q- =3 
O 

Q. 



— AQ. HUMOR 

— AQ. HUMOR + lOOOnM Arc81 

— AQ. HUMOR + 2.5ug/ml Ab 

— AQ. HUMOR + lOOOnM Arc83 




i i i i r 
10 20 30 40 50 

PERCENT ACTIVATED 
AQUEOUS HUMOR 

Fig. 7A 





120.00 -. 


LU 


100.00- 


Z) 




u 

LO 


80.00- 


LU 

OL 




h— 


60.00- 


z 


LU 

U 
C£ 


40.00- 


LU 

Ql 


20.00- 




o- 




25pg/ml R&D + Arc81 
— 25pg/ml R&D + Arc83 
— 1.58% AQ. HUMOR + Arc81 
-~ 1.58% AQ. HUMOR + Arc83 



0 500 1000 1500 2000 2500 3000 
APTAMER (nM) 



Fig. 7B 



100.00 H 

=> 80.00- 

& 60.00 H 
t— 

§ 40.00- 
S 20.00-1 
0.00 




=1 



— 25pg/ml R&D + NEUT.Ab 

— 25pg/ml R&D + ISOTYPE Ab 
— 1.58% AQ. HUMOR + NEUT. Ab 
— 1.58% AQ. HUMOR + ISOTYPE Ab 



100 150 200 250 300 
Ab (ng/ml) 

Fig. 7C 



8/27 



G LOOP DELETION AND 
OR C LOOP DELETION 
' (1000-FOLD LOSS 
IN POTENCY) 



UGUA-3" DELETION OR 
GU-3' STEM DELETION 
" (1000-FOLD LOSS 
IN POTENCY) 



ACUCG3' TRUNCATION 
OR A-3' STEM DELETION 
(1000-FOLD LOSS 
IN POTENCY) 



mm 








TGFP2 


~2 nM 


TGFP3 


>30^M 


TGF Pi 


>200 nM 



Fig. 8B 




-ARC77 TRANSCRIBED 
-ARC82 



o o o o 

o o o 

«— o o 

•— o 

nAA APTAMER 

Fig. 8C 



TGF-2 APTAMER 



GU-LOOP DELETION 
AC-5' STEM DELETION 
(1000-FOLD LOSS 
IN POTENCY) 



U-5' STEM DELETION 
U-5' LOOP MUTATION 
(1000-FOLD LOSS 
IN POTENCY) \^aS 




u g A -u 



GGA-5' TRUNCATION 
(100-FOLD LOSS 
IN POTENCY) 




Fig. 8A 



9/27 



Fig. 9A 



<2 

CO 



O 
to 

< 

X 

CL 



500 



400- 



300-1 



200 




3 nM APT 
5 nAA APT 
7 nM APT 
10 nM APT 



5 10 15 
[TGFB2 PROTEIN] nM 



Fig. 9B 



ANTI-FITC 
ACCEPTOR 
BEAD 



STREPTAVIDIN 
DONOR 
BEAD 



40 FLUORESCEIN TGFB2 APTAMER 
<KD BIOTINYLATED TGFB2 APTAMER 
CZ> TGFB2 HOMODIMER 



Fig. 9 



10/27 



< 
o 



LL 



CM ro ^ 
LO LD If) 



§ § s 

Q Q Q 



O O O 
WWW 
CO CO w 



P 



P 

« * 
W 

PC< Pt4 PC| 

P P 

H H 

In ;h 

ft Ot P< 

& PtJ 0$ 

o u u 

u u u 

p p 



p 



53 
p 



o» a a 



« 

{X| fa 

U U U 
£ 2 2 

2 2 2 
p p p 



a 

Q 
Q 
Q 
>h 
hJ 

a 

a 

a 
a 
o 

CD 
Eh 

CO 



a 

K 

33 
0} 
CD 

I 

tn 

4J 

tn U 
C O 



Eh 



0 



£3 
CO 
I 



LO 




r- 












t — i 


o 


o 


o 








Q 


Q 


Q 


j — i 


i — i 


i — i 


O 


O 


o 


w 


w 


W 


CO 


CO 


CO 








r~l 


1 1 
M 


H 


CO 


CO 


CO 


l-l 


l-l 


1-4 


o 


o 


o 


w 


w 


w 


H 


H 


H 


1*4 






Pi 


Pi 


Pi 




r ■ 


H 








CD 


CD 


rh 

C3 


H 


H 


H 




in 








c 






l-l 


H 


H 


H 


H 


Eh 


H 


►3 




1— 1 


PU 


Pi 


n. 

M-l 


W 


w 


W 


^ 


Hi 




P 


P 


P 


a 


a 


a 


CO 


CO 


CO 


> 


> 


> 


a 




u 


u o 


u 


Pi Pi 


Pi 


CO CO 


CO 




< 


< 


CO CO 


CO 


< 


< 


< 






W 


Pi 


Pi 


Pi 








H 


H 


H 



Pi Pi 

U U 



CD 
O 















JWV1 












CL 

< 


o 


o 
o 


o 


i-U 

LL. 
UL> 
LU 




LO <g 


o 

CN 


o 

CO 


o 

CN 


o 






I 


I 


i 




c 


LU 
















































CL 


LO 


o 


LO 


o 
o 


o 
o 




csi 


CO 


CN 


LO 


CO 




i 


I 


i 


A 


\ 


























o 












o 


LO 


LO 


LO 


O 


o 


G 

LU 


o 


o 
I 


d 




CN 
\ 






K/K9 




AG 


TAG 






o 




i — 








NO 




o 




CN 








z 


O 


ax 








o 


X 


LL. 








1 


CO 


o 




LO Z 


o 


1 






cn 




~Z- 


Z 



o 



11/27 



NOTGFb 

1/2 DILUTION OF 
RECEPTOR 

+TGF b2 
NO RECEPTOR 



sRII: 
sRIII: 



80 nM 
lOnAA 



sRII SRIII 

• • 

• o 9 9 

• • • 0 © 

• • • • « 

a $ * * * 



• •••» 
0 • #o# 



TGFb: 4 nAA 
APTAMER: -200 pAA JJJJJ 
• • • • • 



NC 



O 

CO 



< 



NYLON 




1 I 1 1 1 1 I 1 i 1 i j 1 rri j 1 i 1 1 1 1 1 1 1 1 

1 2 3 4 5 6 



sRIII (nM) 
Ki R „| ~ 0.2 nM 



Fig. 11 A 




12/27 




A, AGAG IN STEM 2 & 
LOOP CAN BE 2'OAAe PURINE 
(CELL IC50 = 10 nM) 



5'-GGAG IN STEMX 
CAN BE 2'OMe PURINE ) 
(CELL IC50 = 10 nM) J 



G, A, A IN LOOP \ 
CAN NOT BE 2'-OMe PURINE) 
(INACTIVE) ./ 



G G, A IN LOOP AND STEM 2 N 
CAN BE 2"-OMe PURINE 
(CELL IC50 = 10 nM) 



5' 3'-3> dT 



Fig. 12 



13/27 




u 
o 



a. 

U 



< 



In 
0.8 
0.6- 
0.4- 
0.2- 

0 



• HUMAN BB 
RAT BB 




TTTTj 1 I MINI] 1 TTTTTTTj 1 I I T I III | 1~ r il T I H j 1 m 

0.01 0.1 1 10 100 
[PDGF] nM 

Y 



PROTEIN 


K D1 (nM) 


K D2 (nM) 


HUMAN 


0.060 
± 0.009 


-25 


RAT 


0.038 
± 0.003 


-75 


MOUSE 


0.090 


N/A 



Fig. 13B 



14/27 



o 

8 



□ APTAMER 
ANTIBODY 




TREATMENT 



Fig. 14A 



CL 
< 



u 
o 



O 



In 

0.8 
0.6- 
0.4- 



6 02H 



^ HUMAN BB 
-o-RATBB 




7T| — rTTmnj — i i i mnj — rTTmnj — i i 1 1 1 mp 



0.01 0.1 1 



10 100 



[PDGR nM 

Fig. 14B 



15/27 




Fig. 15A Fig. 15B 




Fig. 15C Fig. 15D 



16/27 



80 
70 
60- 
3 50- 
& 40 
30 
20 H 
10 
0 



RPE CHEMICON CELL MIGRATION 



-o- CELL NUMBER 




OK ' 10K ' 20K ' 30K ' 40K ' 
CELL NUMBER 



Fig. 15E 



=> 



25-i 

20 _ □ RPE CELLS 

15" 
10- 

5- 

0- 



RPE CELL MIGRATION 



2.5 



25 



50 



100 



ng/ml ng/ml ng/ml ng/ml ng/ml 
PDGF CONCENTRATION 



Fig. 15F 



17/27 





0.1-9- 



i 

10 



20 



30 



40 



~ i 
50 



TIME (HR) 



Fig. 17 



18/27 



COMPETITION ASSAY OF PK PLASMA SAMPLES FROM 
STUDY 03002-002, ARC127, 10 mg/kg, IV, 12-17-03 DATA 



100000.0 -b 



10000.0- 



* 1000.0^ 



i 

< 



100.0- 



10.0- 



1.0- 



1\ 



* 



ol/lO 

D 1/100 

a 1/1000 
x 1/10000 
* 1/10 
o 1/100 
+ 1/1000 
— -OLIGREEN 



0 



10 



I — I — I — I — I — I — I — I — J — 1 — I — I — I — \ — I — I — I — I — I — I — I — j 

20 30 40 50 60 



TIME (HRS) 



Fig. 18 



19/27 



TITRATION OF TGFb2 APTAMERS ON 
lOOpg/ml TGFb2 TREATED MLEC 




200 



400 



600 



800 



1000 1200 



CONCENTRATION APTAMER (nM) 

Fig. 19A 



200.00-1 
180.00- 
160.00- 
140.00- 
120.00- 
100.00- 
80.00-1/ 
60.00- 
40.00- 
20.00- 
0.00- 



TITRATION OF TGFb2 APTAMERS ON 
25pg/ml TGFb2 TREATED MLEC 




— 227 

— 228 

— 229 

— 230 

— 231 

— 232 

— 233 

— 234 

— 235 

— 236 

— 237 

— 241 

— Arc 81 
-*- Arc 78 



1000 1200 



CONCENTRATION APTAMER (nM) 



Fig. 19B 



20/27 



u 

ex. 



140.00-1 
120.00- 
100.00 
80.00 
60.00 
40.00 
20.00 
0.00 



TITRATION OF APTAMERS ON 
25pg/ml TGFb2 TREATED MLEC 




200 400 600 800 1000 
CONCENTRATION APTAMER (nM) 



1200 



Fig. 20A 



— 10A 

— 10B 

— 10C 

— 10D 
hi^-IOE 
-o-lOF 

— 10G 

— 10H 
101 

— 10J 

— 10K 

— 10L 

— 10M 

— ION 

— 10O 

— 12H 

— Arc 81 

— Arc 78 





140 -i 




120- 




100- 


z 

LD 


80- 


u 


LU 


60- 


Q. 






40- 




20^ 




0- 



TITRATION OF APTAMERS ON 
25pg/ml TGFb2 TREATED MLEC 




200 400 600 800 1000 
CONCENTRATION APTAMER (nM) 



1200 



Fig. 20B 



— 10P 

— 10Q 

— 10R 

— 10S 
^10T 

— 10U 

— 10V 

— 10W 
— - 11A 

— 11B 

— 11C 

— 11D 

— HE 

— 11F 

-e-llG 

— 12H 

— Arc 81 

— Arc 78 



21/27 



TITRATION OF APTAMERS ON 
25pg/ml TGFb2 TREATED MLEC 




200 400 600 800 1000 
CONCENTRATION APTAAAER (nM) 



1200 



Fig. 20C 



— 11H 

— 111 

— 11J 

— 11K 

HK-HL 

-o-llM 
UN 

— no 

-B-11P 

— no 

— 11R 

— ns 

— 11T 

— Ill) 

— 11V 

— 12H 

— Arc 81 

— Arc 78 



22/27 



< E 



to 



Q£ O 

o z 

LU LU 

=> y 

< o 
u 



10000 u 
1000 
100 -J 
10 

,H 

0.1 



119 - AQUEOUS & PLASMA 

,,0 



.-0 — 

1 — 



-0- 119 MEAN AQUEOUS, ng/mL 
«o- 119 MEAN PLASMA, ng/mL 



■i 1 
10 



1 n 
20 



30 
TIME (HR) 



-o 



'i 1 1 
40 



50 



• SUBCONJ INJECTION, 1 mg/EYE, BILATERALLY 

• Cmax (aq) = 303.8 ng/mL (28.4 nM) AT 0.5 HR 

• Cmax (pi) = 7750.5 ng/mL (721.1 nM) at 12 HR 

• MRT (aq) = 12.80 HR (t 1/2 = 17.52 HR) 

• MRT (pi) = 17.28 HR (t 1/2 = 6.94 HR) 



Fig. 21 A 



23/27 



J= 1000 -i 



D) 
C 



u 
z 
o 
u 

u~> 
D 
O 

LU 

Z> 
O 
< 



AQUEOUS HUMOR - ARC81/117/119 



100 H 

10 



1- 



0.1 



-$> 



— -A- 
- □ 



—A 



-o- 81 MEAN AQUEOUS, ng/mL 
117 MEAN AQUEOUS, ng/mL 
119 MEAN AQUEOUS, ng/mL 



i i i i 



10 



20 30 
TIME (HR) 



40 



50 



• SUBCONJ INJECTION, 1 mg/EYE, BILATERALLY 

• MRT (81) = 6.03 HR (t max = 6 HR) 

• MRT (117) = 3.62 HR (t max = 1 HR) 

• MRT (119) = 12.80 HR (t max = 0.5 HR) 



Fig. 21 B 



24/27 



c 



2 < 



u 
z: 
o 
u 



10000 -| 
1000- 
100- 
10- 

1- 



PLASMA - ARC81/117/119 



A- 

A 



0.1 



-■o- 81 MEAN PLASMA ng/mL 
"Q- 117 MEAN PLASMA ng/mL 
119 MEAN plasma ng/mL 



-I — I — | 1 — I — i r 

20 



| — i — i — i — i — | — i — i — i — i — i — i — i — r- 

40 60 80 
TIME (HR) 



100 



• SUBCONJ INJECTION, 1 mg/EYE, BILATERALLY 

• MRT (81) = 3.13 HR (t max = 1 HR) 

• MRT (117) = 9.22 HR (t max = 6 HR) 

• MRT (119) = 17.28 HR (t max = 12 HR) 

Y 



Fig. 21C 



25/27 




Fig. 22A 



26/27 




Fig. 22B 



27/27 



lOOOOOO-i 




lO-i 



0 5 10 15 20 25 

TIME (DAYS) 



Fig. 22C 



This Page is Inserted by IFW Indexing and Scanning 
Operations and is not part of the Official Record 

BEST AVAILABLE IMAGES 

Defective images within this document are accurate representations of the original 
documents submitted by the applicant. 

Defects in the images include but are not limited to the items checked: 

□ BLACK BORDERS 

□ IMAGE CUT OFF AT TOP, BOTTOM OR SIDES 

□ FADED TEXT OR DRAWING 

□ BLURRED OR ILLEGIBLE TEXT OR DRAWING 

□ SKEWED/SLANTED IMAGES 

□ COLOR OR BLACK AND WHITE PHOTOGRAPHS 

□ GRAY SCALE DOCUMENTS 

/ 

□ LINES OR MARKS ON ORIGINAL DOCUMENT 

□ REFERENCE(S) OR EXHIBIT(S) SUBMITTED ARE POOR QUALITY 

□ OTHER: 

IMAGES ARE BEST AVAILABLE COPY. 
As rescanning these documents will not correct the image 
problems checked, please do not report these problems to 
the IFW Image Problem Mailbox. 



